Leucinostatin, a peptide antibiotic, was separated by silica gel and alumina column chromatography into two related components designated as leucinostatin A hydrochloride (C61H111-N11O13 -HCl) and leucinostatin B hydrochloride (C61H109N11O13 -HQ.
In a previous paper'), leucinostatin, isolated from the culture filtrate of Paecilomyces lilacinus A-267 as white prisms, has been characterized to be a single entity. However, in the course of determination of the chemical structure of leucinostatin, it was found that the antibiotic was a complex of two components which could be separated on thin-layer and by high performance liquid chromatography.
The thin-layer and high performance liquid chromatograms of leucinostatin are shown in Figs respectively. The two components were named leucinostatin A and leucinostatin B in accordance with their Rf values on alumina thin-layer chromatogram ( Fig. 1-A) .
Separation, physico-chemical and biological properties of leucinostatins-A and B are described in this paper. 175.5, 174.1, 173.9, 172.6, 166.9, 150.6, 120.9, 77.2, 74.6, 63.6, 62.4, 60.8, 56.4, 56.0, 55.8, 54.7, 50.6, 45.4, 44.3, 40.1, 39.6, 39.3, 38.5, 37.9, 37.6, 36.6, 34.5, 33.7, 30.3, 29.6, 29.0, 27.5, 27.0, 25.7, 24.7, 22.8, 22.6, 22.3, 21.4, 19.8, 18.7, 18.5, 17.4, 16.5, 11.7, 7 sulfoxide, sparingly soluble in ethyl ether and benzene, and insoluble in n-hexane, petroleum ether and water. The IR absorption spectra indicated that these antibiotics are peptides (Fig. 4) . DEC. 1983 in the spectrum of leucinostatin B hydrochloride. The 13C NMR data of both antibiotics are given in Table 1 .
Acid hydrolyses of the antibiotics showed that each antibiotic was comprised of an unsaturated fatty acid, six kinds of amino acids and a basic substance. Of the amino acids three were identified as leucine, a-aminoisobutylic acid and j3-alanine, the others were unusual amino acids. The constituent fatty acid and amino acids were the same in both of the antibiotics and only the basic substances were differed.
Structural studies on the unidentified constituents of leucinostatins will be discussed in the following publication2).
Biological Properties
In vitro antimicrobial spectra of leucinostatins A and B hydrochlorides were obtained by agar dilution method under identical conditions. The results are given in Tables 2 and 3 . As can be seen from the tables both of the antibiotics were fairly active against yeasts including pathogenic and non-pathogenic strains and filamentous fungi, and were moderately active against Gram-positive bacteria. Furthermore, the data showed that the minimum inhibitory concentrations (MIC) of the two antibiotics against the sensitive microorganism are similar. The Gram-negative bacteria examined were insensitive to the antibiotics.
Both antibiotics are quite toxic. The acute toxicities determined by intraperitoneal LD50 values for leucinostatins A and B hydrochlorides were found to be 1.8 mg/kg body weight. The oral LDbo of leucinostatins A and B hydrochlorides amounted to 5.4 mg and 6.3 mg/kg body weight, respectively. These data show that leucinostatins can be classified into a class of very toxic mycotoxins such as citreoviridin, The minimum concentration to obtain this effect was 0.3 ug/ml with leucinostatin A hydrochloride, and 0.9 ,ug/ml with leucinostatin B hydrochloride. The effect was dose-dependent. Leucinostatin A hydrochloride released almost completely the oligomycin-inhibited respiration of mitochondria at a concentration of 0.9 ug/ml, as shown in Fig. 7 . The same result was obtained at 1.5 ug/ml with leucinostatin B hydrochloride. The effect of the antibiotics were characteristic of that of the uncouplers of oxidative phosphorylation in mitochondria5,6). Thus, it was concluded that leucinostatins act as uncouplers on mitochondria. 
